titrating with increasing amounts of unlabeled ubiquitin into a 0.25 mM 15 N-SH3-C sample under the same conditions. The progress of the titrations was monitored by recording one-dimensional 1 H and two-dimensional 1 H-15 N HSQC spectra.
The magnitude of the chemical shift deviations (Δδ) were calculated using the equation:
where the difference in chemical shift is that between the bound and free forms of the different proteins.
All NMR data were processed using NMRPipe 2 and analyzed by NMRView.
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NMR Spectroscopy
Assignment of SH3-C in the complex was confirmed by a single HNCACB triple resonance experiment acquired on 15 N, 13 C-labelled CD2AP SH3-C in complex with unlabelled ubiquitin (molar ratio SH3-C:Ubiquitin of 1:3) at pH 6.0. In order to obtain atom-specific ambiguous interaction restraints (AIRs, see below), we recorded the following experiments on both free SH3-C as well as in complex with ubiquitin:
HNCO, HNCACB, HBHA(CO)NH and aromatic (HB)CB(CGCD)HD and (HB)CB(CGCDCE)HE. These experiments thus provided us with chemical shift perturbations upon ubiquitin binding for all 1 H, 15 N, 1 Hα, 13 Cα, 1 Hβ, 13 Cβ, 13 C' atoms and the 1 Hδ and 1 Hε atoms of aromatic and Asn and Gln residues.
Measurement of Residual Dipolar Couplings
RDCs were measured in samples partially aligned in a liquid-crystalline medium consisting of a mixture of 5% penta-ethyleneglycol monododecyl ether (C 12 E 5 ) and hexanol. 4 For the 13 Semi-flexible regions for the two proteins were defined as residues 12-24, 35-43 and 50-59 for SH3-C and residues 6-10, 40-50 and 68-76 for ubiquitin. During the rigid body energy minimization, 1000 structures were calculated. The 200 best solutions based on the intermolecular energy structure were used for the semi-flexible simulated annealing followed by refinement in explicit water. Finally, the solutions were clustered using a 3 Å rmsd after superposition on the backbone of the residues in the above defined semi-flexible regions. From each of the 10 resulting clusters, one structure was then used as input for the combined chemical shift perturbation -RDC protocol.
RDC Refinement of the SH3-C domain of CD2AP in complex with ubiquitin
The program SCULPTOR (1-70) of ubiquitin is restrained to its initial coordinates using a harmonic potential, while the experimentally measured nOes from the free form of SH3 are used as restraints. AIR restraints are used as described in the supporting information.
Sampling of restraints is followed by a 5ps sampling stage and slow cooling over 5ps to 100K and energy minimization. The protocol is repeated 30 times for each starting structure. a : RDC data from the two limiting tensors (p=0.0 and 1.0) were simulated and co-added to mimic the case of free and bound form mixtures. The data were then fitted to the same structure, and the effective alignment tensors are shown here. The fit is perfect in each case. 2 Restraint statistics reported for the refined complex. 3 Coordinate precision is given as the pair-wise Cartesian coordinate Root Mean Square Deviations from the average structure of the entire complex over the ensemble (SH3 and Ubiquitin). 4 Values obtained from the PROCHECK analysis over all residues. (table 1) . While inferior agreement of experimental data with the SH3 freeform structure may indicate that more structural rearrangements are taking place in this protein upon formation of the complex, it may also reflect the lower effective resolution of the free-form structure than is available for ubiquitin. 
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